. Optical setup for bleaching and photoconversion ISI modes. To preserve coherence, the ISI path bypasses the spinning disk head, allowing a single-mode speckle pattern to be generated. To enable the 488-nm ISI path, the half-wave plate, the diffuser, and the mirror are inserted in the optical path and removed after the ISI pulse. AOTF, acousto-optical tunable filter; λ/2, half-wave plate with principal axis at 45° relative to the polarizing beam splitter reflection plane, rotating light polarization by 90°. Figure S2 . Histogram decompression as a function of γ. (a) Theoretical fluorescence intensity histograms of ISI-generated speckle patterns on a uniform sample for different bleaching strengths (γ). The curve with the largest SD occurs for γ = Φ. (b) Graphical representation of the "competition" between the two negative exponentials involved in generating the fluorescent speckle output. Simulated input and output speckles patterns are shown for γ = 1. and imaging, which are involved in the calculation of M img , to account for the effect of imaging on speckle amplitude. (b) Theoretical intensity power spectra for FSM and ISI. The area under the curves is approximately the same (within a factor of 2 when γ ≈ 1), but the FSM spectrum has a lower amplitude in the imaging region (before the diffraction limit) because it spans a much longer (20-fold wider) spectral window. The crossover of the spectra allows FSM to generate truly diffraction-limited speckles with higher efficiency. (c) Mode-equivalent number (M img ) used to calculate relative contrast for arbitrary input and output power spectral densities. In the case under study, S in and S out are the sample and the image intensity power spectral densities, respectively, the latter being equal to the former multiplied the squared-modulation transfer function of the microscope (Materials and methods). Video 7. Pre-and post-ISI imaging. Drosophila S2 cell before and after the metaphase-to-anaphase transition. Maximum projection of three layers, separated by 500 nm. Time between frames, 2 s. Bar, 5 µm.
Video 8. Speckle fadeout. ISI in a Drosophila S2 metaphase mitotic spindle. Time between frames, 2 s. Bar, 5 µm.
